A total of 145 clinical strains of Candida species were tested by the Clinical and Laboratory Standards Institute M27-A3 methodology to determine if replacing water with dimethyl sulfoxide as the solvent for fluconazole and flucytosine impacted the in vitro potency. No significant differences in MIC values were observed with either antifungal between the two solvents against any Candida species, and the essential agreement for each agent between the two solvents was greater than 99%.
prepared in DMSO and water. Further dilutions to the intermediate concentrations described in the CLSI reference method for yeast susceptibility testing (M27-A3 [1] and supplement 4 [4] ) were prepared in DMSO or water, and final dilutions were prepared in RPMI 1640 medium (Sigma) buffered with morpholinepropanesulfonic acid (pH 7; 0.2% glucose) (1). Microdilution trays, containing 100 l of 2-fold serial drug dilutions of fluconazole or flucytosine, were prepared by following the CLSI M27-A3 guidelines (1) , and the final concentrations ranged from 0.125 to 64 g/ml. The trays were inoculated with 100 l of inoculum containing between 1.0 ϫ 10 3 and 5 ϫ 10 3 cells/ml. After inoculation of the microdilution trays, the plates were incubated at 35°C in a non-CO 2 incubator and the MICs were read at 24 h as the lowest concentrations that showed prominent growth inhibition (50% or more) compared to the growth control. Differences in the geometric mean (GM) MIC values for each drug when dissolved in DMSO or water were compared by the Student t test. For statistical comparisons, any MIC of Ͼ64 g/ml was set at 128 g/ml.
The MIC ranges, the MICs inhibiting 50% and 90% of iso- (Fig. 1A) , and for isolates that were resistant to fluconazole, the essential agreement was 100%. The fluconazole MIC against one C. glabrata strain did increase by two dilutions when dissolved in water compared to DMSO (8 g/ml versus 2 g/ml, respectively). Similar results were observed for flucytosine against each Candida species when dissolved in either solvent. As shown in Table 2 , the MIC ranges and MIC 50 and MIC 90 values for this agent were similar in DMSO and water, and for each species, the GM MIC values were not significantly different between the two solvents. For flucytosine, the overall essential agreement was also 99% (Fig.  1B) . The flucytosine MIC against one C. krusei strain was two dilutions higher in water than in DMSO (16 g/ml versus 4 g/ml, respectively). Although the use of DMSO is recommended to dissolve antifungals with poor aqueous solubility, this organic solvent has recently gained attention for drugs that are currently prepared in water. The use of DMSO to prepare all antifungals would increase the consistency of the methods for drug preparation in the current CLSI guidelines and may help to avoid precipitation of agents, which may influence the results of these assays. A recent study reported that the use of DMSO to dissolve the echinocandins caspofungin and micafungin resulted in lower MIC values and a narrower MIC distribution range against Candida species than those observed when these agents were dissolved in water (3). The authors also suggested that the use of DMSO may help to better discriminate between susceptible and resistant populations. Our results suggest that the use of this organic solvent to dissolve the water-soluble agents fluconazole and flucytosine does not change the in vitro potency of these antifungals against Candida species. There was excellent essential agreement for both drugs when dissolved in DMSO and water, and the GM MIC values did not differ between these two solvents for any of the species. This included isolates that are now classified as resistant per the new CLSI clinical breakpoints. Before the use of DMSO can be recommended as the solvent for all antifungals for susceptibility testing, further work with more Candida isolates, including additional resistant strains, as well as different species (e.g., Cryptococcus and Coccidioides species) is needed. In addition, studies to evaluate the interlaboratory reproducibility of this method change are needed. 
